Supplemental Figure S1 for 10 min in sample buffer and separated by SDS-PAGE. Western blots were prepared and probed using anti-HA antibodies. B, the same Western blots were probed with antibodies against Gas1p and the ER protein Wbp1p. C, immature Gas1p (as a percentage of total Gas1p) was was quantified in four independent experiments, the percentages were averaged and standard deviations were calculated. The Student's t test was utilized to compare the values obtained for Buxbaum et al., 1994) . A similar stabilizing effect had also be noted when Mn 2+ was added during the second chase (Morita et al., 2000) . The presence of EDTA and EGTA during the second chase had no influence on the acylation of lipid as long as C14:0-CoA was present, although previous reports showed that extensive washing of microsomes in EDTA/EGTA after 6 the first chase rendered divalent cations necessary for acylation of lipid during a second chase (Buxbaum et al., 1994 
